low cost in comparison to the automated method that has seen widespread. But the fully automated haematological analyzer has marked the most important progress in the last few years. These analyzers give the percentage and the absolute number of reticulocytes, together with new reticulocyte parameters that are much more accurate and precise than before. Moreover they give us a lot of information on the quality of reticulocytes and, therefore, on the recent erythropoiesis. The aim of this evaluation is to establish the reference range of reticulocyte parameters: Ret%, Ret#, IRF in the hematology analyzers.
Materials and methods:
This cross sectional study was carried out in the Clinical Pathology Department, BSMMU, Dhaka during the period of October' 2009 to September' 2010. Samples were taken from 40 healthy subjects, out of which 20 children and 20 adults were included in this study.
Automated reticulocyte counting was carried out in the haematology analyzer with reticulocyte counter in 40 healthy subjects. Blood sample (2 ml) was collected in an EDTA tube for complete blood count (CBC) and reticulocyte profile. Count was done preferrably within 2 hrs of collection. If delayed, blood sample was kept at 4ëë C before test. The measuring principle of the system is based on flow cytometry combined with hydrodynamic focusing. EDTA blood (100 µl) is aspirated and intracellular RNA is stained by auramine O, which is fluroscent under argon laser light 12 . The reticulocyte population is further subdivided into LFR, MFR and HFR (Figure-II) . The percentage of reticulocyte is given as the sum of LFR, MFR and HFR. The IRF was calculated by MFR plus HFR.
Manually supravital staining of unfixed RBCs was done with new methylene blue (NMB) in 40 healthy subjects. Then mixing of 100 µl whole blood with 100 µl of 1% NMB solution in a 10x75-mm tube were done. After incubation at 37 0 for 15-20 minutes, the dilution was remixed and a wedge smear was performed 11 . The number of reticulocytes per 1000 RBCs was determined microscopically on x100 objective. Then percentage of reticulocyte was done. A reticulocyte was defined as a RBC containing at least 2 granules of reticulum ( Figure-I ). Absolute reticulocyte count was calculated from RBC count obtained from automated hematology analyzer.
All necessary and relevant data were processed. Data were evaluated by standard statistical methods. Analysis was done by SPSS (Statistical package for social science) by applying appropriate formula. Reference ranges were established by Mean, Median, Unpaired t test and Co-efficient of variance test.
Results:
In this study randomly enrolled 40 healthy subjects were taken. Out of them 20 were children and 20 were adult. The healthy control children were divided into three age groups and healthy control adults were divided into four age groups. The maximum number 11 (55.0%) was found in the age group of 6 -10 year followed by 5 (25.0%) belonged to 1 -5 year and 4 (20.0%) belonged to 14-18 year in healthy control children. In healthy control adults maximum number 9 (45.0%) was found in the age group of 19 -30 year followed by 5 (25.0%) belonged to 31 -40 year, 4 (20.0%) belonged to 41-50 year and 2 (10.0%) belonged to 51-60 year. It was found that 12 (60.0%) of the healthy control children was male and 8 (40.0%) was female. Male female ratio was 1.5:1. In healthy control adult male and female ratio was 1.9:1 and 13(65.0%) and 7(35.0%) were male and female respectively. The mean (±SD) MRC was 0.77±0.46 % and 0.85±0.46 % in healthy children and healthy adults respectively. The mean coefficient of variance of MRC was 45% and 49% in healthy children and healthy adults respectively. The mean (±SD) FCMR was 0.94±0.15 % in healthy children and 1.0±0.19 % healthy adults. The mean coefficient of variance of FCMR was 16% and 19% in healthy children and healthy adults respectively. The mean (±SD) Ret abs was 0.04±0.03 (10 6 /µl) and 0.04±0.02 (10 6 /µl) in healthy children and healthy adults respectively. The mean (±SD) IRF was 3.92±1.69 % in healthy children and 3.911.0 % healthy adults. No statistical significant difference (p<0.05) was observed between healthy children and healthy adults. 5, 6 . So, this study was done to establish the reference ranges for reticulocyte profile. 
Table-I Comparison of MRC (%), FCMR, Ret abs and IRF (%) between healthy child and healthy adult (n=40)

Fig-1: Photomicrograph of reticulocytes, Stained supravitally by new methylene blue (x1000).
Discussions
The traditional visual method of reticulocyte enumeration is limited in its usefulness because of the manual reticulocyte procedure's inherent imprecision. Coefficients of variation for the manual visual method are reported to range between 25% to greater than 50% 1 . This study found CV of manual
